Antibodies and reagents
Primary antibodies targeting the following antigens were used: p21 cip (R&D systems, Abingdon, UK); p-H2AX and H2AX Upstate Biotechnology (Lake Placid, NY, USA). Secondary antibodies coupled to horse radish peroxidase were obtained from Amersham Biosciences (Freiburg, Germany). The β-galactosidase kit was obtained from Sigma (Sigma-Aldrich, Belgium) and the test was performed according to the manufacturer's guidelines.
Secretome from primary human CAFs
Primary human colon CAFs were cultured in 75 cm 2 culture flasks. Cultures of young and replicative aged CAFs were washed three times with serum-free DMEM and incubated for 48 hours at 37 °C and 10% CO 2 with 9 ml serum-free DMEM. The secretome containing soluble factors derived from young and aged CAFs was harvested, centrifuged at 200 g for 5 min at 4 °C and passed through a 0.2 μm filter. The secretome from young and replicative aged CAFs was normalized to an equal number of cells. Secretome was stored at −20°C.
Cell growth assay with the secretome from young and replicative aged CAFs COLO320DM cells transfected with luciferase (1.75 x 10 5 /well) were seeded in a 24-well plate. CRC cells were treated with the secretome from young or replicative aged CAFs 24 h later. After 48 h D-luciferin (150 μg/mL) was added to the medium and cell numbers were analyzed by bioluminescent signal detection by using an IVIS Lumina II (Caliper Life Sciences, Hopkinton, MA, USA).
